INTRODUCTION
Cell lysis with mild detergent is commonly used with cultured animal cells. If low detergent concentrations are sufficient to cause cell lysis (e.g., 1% Nonidet P-40 or 1% Triton X-100), this method can be gentler to the protein of interest than mechanical homogenization methods. The choice of detergent must be tailored to the nature of the epitope recognized by the immunoprecipitating antibody. If the antibody recognizes a linear peptide epitope (e.g., a synthetic peptide), then use a harsh denaturing lysis buffer (e.g., RIPA buffer). On the other hand, if the antibody is directed toward a conformational epitope, use NP-40 lysis buffer (or 1% Triton X-100). This protocol presents separate methods for lysing cells grown as monolayer cultures and for cells grown in suspension.
RELATED INFORMATION
For details on protease inhibitor selection, see Table 1 . Table 2 provides information on preparation of a general protease inhibitor cocktail. Homogenization of Mammalian Tissue (Simpson 2010) gives more information on protease inhibitors and also describes mechanical homogenization methods for animal tissue.
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Cold Spring Harbor Protocols 2. Add 1.0 mL of the lysis buffer of choice (prechilled to 4°C) per 100-mm dish.
For culture dishes of other sizes, adjust the volume of lysis buffer accordingly.
3.
Incubate the cells for 10-30 min (depending on the cell line being studied) on ice. Rock the dishes occasionally. Neurath (1989) and Perlmann and Lorand (1970) . b Aqueous solution unless otherwise indicated.
c An efficient chelator of divalent metal cations other than Mg 2+ (for which it has a 103-fold lower affinity) (Gegenheimer 1990 ).
Cold Spring Harbor Laboratory Press on October 11, 2017 -Published by http://cshprotocols.cshlp.org/4. Tilt a dish on the bed of ice, allowing the buffer to drain to one side. Remove the lysate with a pipette. Transfer to a microcentrifuge tube (or other suitable centrifuge tube). Repeat with each of the remaining dishes.
Some researchers prefer to scrape the cells from the tissue-culture dish. However, this does cause some stress to the cells and is only required in unusual cases.

5.
Centrifuge the lysate at 20,000g for 10 min at 4°C.
6. Carefully remove the supernatant to a fresh tube, making sure not to disturb the pellet. Store the lysate on ice until it is needed for the preclearing and immunoprecipitation (see Harlow and Lane 1999) . 10-100 µM 2 mM 18.9 mg/2 mL H 2 O 2 mL Cysteine/serine (20 mM) Pepstatin 1 µM 100 µM 6.8 mg/10 mL 2 mL Aspartic methanol (1 mM) Data, in part, from Calbiochem (1998) . a Mix the inhibitor solutions and bring to a final volume of 20 mL with H 2 O or an appropriate aqueous buffer. The resulting solution (i.e., 20 mL of the 100X protease inhibitor cocktail stock) can be aliquoted into microcentrifuge tubes and stored at -20°C until required. 
